The specific and sensitive nested-PCR method to detect Acidovorax citrulli, a causal agent of bacterial fruit blotch on cucurbitaceae, was developed. PCR primers were designed from the draft genome sequence which was obtained with the Next Generation Sequencing of A. citrulli KACC10651, and the nested-PCR primer set (Ac-ORF 21F/Ac-ORF 21R) were selected by checking of specificity to A. citrulli with PCR assays. The selected nested-PCR primer amplified the 140 bp DNA only from A. citrulli strains, and detection sensitivity of the nested PCR increased 10,000 times of 1 st PCR detection limit (10 ng genomic DNA/PCR). The nested PCR detected A. citrulli from the all samples of seed surface wash (external seed detection) of the artificially inoculated watermelon seeds with 10 1 cfu/ml and above population of A. citrulli while the nested PCR could not detected A. citrulli from the mashed seed suspension (internal seed detection) of the all artificially inoculated watermelon seeds. When the naturally infested watermelon seeds (10% seed infested rate with grow-out test) used, the nested PCR detected A. citrulli from 2 seed samples out of 10 replication samples externally and 5 seed samples out of 10 replication samples internally. We believe that the nested-PCR developed in this study will be useful method to detect A. citrulli from the Cucurbitaceae seeds.
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PCR 프라이머의 민감도. PCR 10 ng genomic DNA 10 PCR . PCR Ac-ORF 12F Ac-ORF 13R PCR , 10 ng 1,000 Fig. 1 . PCR result which was carried out with primer set, Ac-ORF 12F/ Ac-ORF 13R and bacterial DNA. Lanes 1-78 is corresponding strain number 1-78 in Table 1 . NE: water as negative control.
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Nested-PCR result which was carried out with primer set (Ac-ORF 21F/Ac-ORF 21R) and bacterial DNA. Lanes 1-78 is corresponding strain number 1-78 in Table 1 . NE: water as negative control. 10 pg DNA (Fig. 3) . PCR 50 1 ml nested-PCR 1 PCR 10,000 DNA 140 bp (Fig. 3) (Fig. 4) .
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A. citrulli A. citrulli KACC10651 draft genome Fig. 4 . Nested-PCR results for detection of Acidovorax citrulli from external seed samples (A) and internal seed samples of the artificially inoculated watermelon seeds. Nested-PCR was carried out with primer set, Ac-ORF 21F/Ac-ORF 21R and DNA from external and internal seed preparation of the artificially inoculated seeds in 10 8 cfu/ml-10 0 cfu/ml (lane 1-9). N is negative control and P is positive control. 
